Abstract: In the present study, an ultra-high performance liquid chromatography coupled with quadrupole time-of-flight mass spectrometry (UHPLC-QTOF-MS) method for simultaneous determination of eleven original, fourteen degraded ginsenosides and five aglycones was developed and validated to quantitatively evaluate the transformation of ginsenosides during preparation of Du-Shen-Tang, the decoction of ginseng. Both positive and negative modes as well as the step wave ion transfer optics technology were used to increase the detection sensitivity of QTOF-MS. The extracting ion mode based on the quasi-molecular ions, molecular ions and fragment ions characteristic to each analyte was used to increase the selectivity for quantitative analysis. Under the optimized UHPLC and QTOF-MS conditions, the 30 analytes with different polarities were separated (except for Re and Rg 1 ) within 26 min. The developed method was applied for the quantitative comparison of Du-Shen-Tang and its raw materials derived from Asian ginseng (ASG) and 
Introduction
Ginseng, the root and rhizome of Panax ginseng (Asian ginseng, ASG) or P. quinquefolius (American ginseng, AMG), has been used as a tonic and panacea to promote longevity in traditional Chinese medicine (TCM) for thousands of years [1] [2] [3] . Du-Shen-Tang, the decoction of ginseng, which was firstly documented in "Shi Yao Shen Shu" (an ancient monograph on ten magic herbs published about 660 years ago in China Yuan dynasty), has been used to "invigorate qi for relieving desertion", and was regarded as a paragon of emergency treatment in TCM practice [4] . Du-Shen-Tang is currently prescribed to treat cardiogenic shock [5] , expansion of myocardium [6] and for stimulation of parturition [7] .
Modern phytochemical and pharmacological studies revealed that ginsenosides which were generally classified as protopanaxadiol (PPD), protopanaxtriol (PPT) and oleanolic acid (OCO) types based on their aglycone moieties, are bioactive components that may contribute mainly to the efficacy of ginseng [2] . Accumulated data suggest that the less polar ginsenosides are more potent and show higher bioavailability than those with relatively higher polarity [8] [9] [10] [11] [12] . Our previous study found that during preparation of Du-Shen-Tang, the original ginsenosides (with relatively higher polarity) such as Rb 1 , Rb 2 , Rb 3 , Rc, Rd, Rg 1 , Re, Rf, etc. could be degraded to generate ginsenosides with relatively less polarity, such as Rg 3 , Rh 2 , Rh 1 , Rg 2 , etc., through hydrolysis, dehydration and decarboxylation, etc., resulting in the chemical profiles of Du-Shen-Tang different from those of respective raw materials [13] . In order to standardize the preparation procedure and evaluate the holistic quality of Du-Shen-Tang, the contents of original ginsenosides as well as those of the degraded products should be quantified.
Many methods have been reported for quantification of ginsenosides in ginseng raw materials, such as high performance liquid chromatography-ultraviolet detection (HPLC-UV) [14] , ultra performance liquid chromatography-ultraviolet detection (UPLC-UV) [15] , high performance liquid chromatographyevaporative light scattering detection (HPLC-ELSD) [16] [17] [18] , and high performance liquid chromatography-fluorescence detection (HPLC-FLD) [19, 20] , etc. However, the UV detection offers low sensitivity due to poor UV absorption of ginsenosides; ELSD provides better sensitivity than UV for ginsenosides detection, but online chemical structure information is not available for analytes identification or confirmation; and FLD requires tedious fluorogenic derivatization of ginsenosides before analysis [20] . Recently, liquid chromatography coupled with triple quadrupole mass spectrometry (LC-TQ-MS) or quadrupole/time of flight mass spectrometry (LC-QTOF-MS) was widely employed for qualitative and quantitative analysis of medicinal herbs or complex prescriptions [21] [22] [23] . Compared with TQ-MS, QTOF-MS provides accurate mass measurement, high resolution and selectivity, which makes LC-QTOF-MS attractive for simultaneously qualitative and quantitative analysis of complicated analytes in medicinal herbs or complex prescriptions [24, 25] . Recently, a LC-QTOF-MS method was reported for simultaneous quantification of 15 ginsenosides in biological samples within a 35-min run [26] . However, aglycones were not considered in all these studies. More recently, a rapid resolution liquid chromatography coupled with tandem mass spectrometry (RRLC-TQ-MS) method was reported for the quality evaluation of Du-Shen-Tang, but only seven original ginsenosides were quantified [27] .
Ultra-high performance liquid chromatography (UHPLC) is an advanced chromatographic technique, holding enhanced retention time reproducibility, high chromatographic resolution, improved sensitivity and shorter operation time [28] . In present study, an UHPLC-QTOF-MS/MS method for simultaneous determination of 30 analytes including original, degraded ginsenosides and aglycones was developed and validated, and applied to compare the contents of these analytes in Du-Shen-Tang with those present in its raw materials derived from ASG and AMG.
Results and Discussion

Optimization of Chromatographic Conditions
To develop a method for simultaneously quantifying original ginsenosides and degraded products that co-existed in Du-Shen-Tang, the chromatographic conditions were optimized based on our previous studies [13, 29] . Thirty main components of ginseng including eleven original ginsenosides (with relatively higher polarity), fourteen degraded ginsenosides and five aglycones ( Figure 1 ) which were not detected in our previous studies (with relatively less polarity) were chosen as marker compounds to optimize the conditions. Three UHPLC columns, i.e., ACQUITY HSS T3 (100 mm × 2.1 mm, 1.8 μm), ACQUITY BEH (100 mm × 2.1 mm, 1.7 μm) and ACQUITY CSH (100 mm × 2.1 mm, 1.7 μm) and different mobile phase compositions (MeOH-H 2 O, ACN-H 2 O, acidic or not) were tested. It was found that all the 30 selected analytes could be separated on ACQUITY HSS T3 (100 mm × 2.1 mm, 1.8 μm) column with better resolution within 26 min ( Figure 2A1 , A2) when eluted with acidic ACN and water in a gradient mode, faster than the reported LC-QTOF-MS method in which 35 min were needed for separation of mere 15 ginsensosides [26] . Therefore, the chromatographic conditions were chosen as described in Section 2.3.
Optimization of MS Conditions
It is well known that LC-TQ-MS with multiple reactions monitoring (MRM) mode is usually more sensitive than LC-QTOF-MS for quantitative analysis, whereas LC-QTOF-MS with accurate mass measurement is more suitable than LC-TQ-MS for qualitative analysis [25] .In present study, a Q/TOF-MS with step wave ion-transfer optics, a newly developed technology for improving quantitative sensitivity of QTOF-MS [30] , was used for simultaneously qualitative and quantitative determination of different types of ginsenosides and aglycones in Du-Shen-Tang. Our preliminary study found that ginsenosides could be detected with higher sensitivity and abundant fragment ions in negative ion mode, whereas their aglycones including S-PPD, R-PPD, PT and PD could be detected with higher sensitivity and clearer mass spectra in positive ion mode. Thus both positive and negative ion modes with the optimized collision energy, cone voltage and capillary voltage were employed to monitor the target analytes of Du-Shen-Tang with higher accuracy and sensitivity. 
Identity Confirmation and Selection of Extracting Ions for Quantification of 30 Analytes
The identities of the peaks interested in Du-Shen-Tang were confirmed by comparing their retention times, mass spectra, accurate mass data of molecular ions and fragment ions with those of the 30 reference compounds ( . Therefore, these ions characteristic to each analyte were selected as the extracting ions to get higher selectivity and sensitivity for quantitative analysis. The extracting ions selected for each analyte were summarized in Table 1 , and the chromatograms of extracting ions for all analytes were shown in Figure 3 . It was found that all analytes could be monitored with baseline separation under developed analytical conditions.
Method Validation
The calibration curves, regression coefficients and concentration ranges of 30 reference compounds were summarized in Table 1 . It was found that all 30 analytes showed good linearity (R 2 ≥ 0.997) within the tested concentration ranges.
The overall LOQ and LOD of the analytes reached 0.02 ng and 0.01 ng, respectively, and the RSDs of intra-and inter-day variations were less than 8.79% and 9.46%, respectively, for 30 analytes ( Table 2) . As to the stability test, the RSDs of the peak areas for 30 analytes detected within 24 h were lower than 7.73% (Table 2) . Furthermore, the developed method also provided acceptable accuracy with spike recovery ranging from 86.30% to 114.84% for majority of the analytes (except for Re and Rg1) ( Table 2 ). All these results demonstrated that the established UHPLC-QTOF-MS/MS method offers adequate linearity, sensitivity, precision, accuracy, and stability for simultaneous determination of 30 components including original, degraded ginsenosides and aglycones co-existed in decoctions or raw materials of ginseng.
It should be noticed that under the present conditions, the spike recoveries of ginsenoside Re and Rg 1 were relatively lower (36.05%-37.72% and 44.51%-45.79%, respectively), which might be due to the ionization suppression of these two co-eluting analytes [31] . The true contents of these two analytes in ginseng raw materials and decoctions were roughly calculated with the following formula:
True values = Values calculated from calibration curves/Average recovery 
Quantitative Evaluation of Du-Shen-Tang and the Raw Materials
The newly established method was applied for the quantitative evaluation of Du-Shen-Tang preparations and the respective raw materials derived from ASG and AMG. Typical base peak intensity (BPI) chromatograms of methanol extracts and decoctions of ASG and AMG monitored in both negative and positive modes were shown in Figure 2B -D. The contents of all analytes interested were summarized in Table 3 . T-test for the content comparison of each investigated ginsenoside component between Du-ShenTang and its raw materials was performed. From Table 3 , it could be found that significant differences (p  0.05) in the contents of analytes interested were demonstrated between decoctions and methanol extracts of two ginseng samples (Table 3 ). In general, the contents of ginsenosides with relatively higher polarity (such as Re, Rg 1 , Rf, pseudoginsenoside F 11 , Rb 1 , Rb 2 , Rb 3 , Rc, Rd and Ro, etc.) were higher in the methanol extracts than those in the decoctions, whereas the contents of less polar ginsenosides (such as pseudoginsenoside Rt 5 S-PPD, etc.) were higher in the decoctions than those in the methanol extracts. For example, the average total amount of higher polar ginsenosides decreased from 26053.09 μg/g in the methanol extract of ASG to 19393.29 μg/g in the respective decoction, whereas that of less polar ginsenosides increased from 159.72 μg/g in the same methanol extract to 685.37 μg/g in the ASG decoction. Similarly, the average total amount of relatively higher polar ginsenosides decreased from 45027.72 μg/g in the methanol extract to 41865.39 μg/g in the decoction of AMG, whereas that of relatively less polar ginsenosides increased from 676.54 μg/g in the methanol extract to 1502.26 μg/g in the decoction of the herb. Correspondingly, the proportion of less polar ginsenosides to those higher polar ginsenosides increased from 0.61% and 1.50% in the methanol extracts, to 3.53% and 3.59% in the decoctions, of ASG and AMG, respectively. All these results indicated that decocting could lead to altered proportion of less polar to higher polar ginsenosides in Du-Shen-Tang. As accumulated studies demonstrated that the bioactivities of less polar ginsenosides or aglycones are more potent, and their bioavailabilities are generally higher than those of the higher polar ones [8] [9] [10] [11] [12] , the increased proportion of lower polar ginsenosides in ginseng decoction might be responsible for the "emergency treatment" efficacy of Du-Shen-Tang in TCM practice. Therefore, whether these altered proportion of different polar ginsenosides between ginseng methanol extracts and their decoctions will influence their bioactivities warrant further investigation. 
Ginseng Sample Solutions
Methanol extracts: 0.25 g of ginseng slices (ASG or AMG) was accurately weighed and ultrasonic-extracted with 10 mL of methanol for 60 min at room temperature. The extracts were filtered by a 0.22 μm PTFE syringe filter, and subjected to UHPLC-QTOF-MS/MS analysis. The samples were prepared and analyzed in triplicate.
Decoction samples: 0.25 g of ginseng slices (ASG or AMG) was accurately weighed and refluxed with 10 mL of water at 100 °C for 40 min. The extracts were rotary evaporated to syrup at 50 °C, and ultrasonic-extracted with 10 mL of methanol for 60 min at room temperature. The extracts were then processed and analyzed in the same manner as methanol extracts.
Ultra High Performance Liquid Chromatography (UHPLC)
UHPLC was performed on a Waters ACQUITY UPLC™ system (Waters Corporation, Milford, MA, USA) equipped with a binary solvent delivery system, auto-sampler, and a PDA detector. The chromatography was performed with a Waters ACQUITY HSS T3 (2.1 mm × 100 mm, I.D., 1.8 μm). The mobile phase consisted of (A) 0.1% formic acid in water and (B) acetonitrile containing 0.1% formic acid. The elution condition was optimized as follows: 5%-15% B (0-1 min), 15%-30% B (1-5 min), 30%-38% B (5-15 min), 38%-60% B (15-15.5 min), 60% B (15.5-23 min), 60%-95% B (23-23.5 min), 95% B (23.5-25 min), 95%-5% B (25-25.5 min) and isocratic at 5% B (25.5-27 min). The flow rate was 0.5 mL/min. The column and auto-sampler were maintained at 35 °C and 10 °C, respectively. The injection volumes of reference compound mixture solutions and sample solutions were 1 μL.
Mass Spectrometry
Mass spectrometry was performed on a Waters SYNAPT G2-S Q-TOF system (Waters MS Technologies, Manchester, UK) coupled with electrospray ionization (ESI) interface. The mass spectrometer was operated in both negative and positive ion modes. The desolvation gas was set to 900 L/h at 450 °C. The cone gas was 40 L/h. The source temperature was 100 °C. The capillary voltage and cone voltage were set at 2500 V and 30 V, respectively. The Q-TOF acquisition rate was 0.2 s. The energies for collision-induced dissociation (CID) were 6 V for the precursor ion and 30-60 V for fragmentation information. The mass accuracy and reproducibility were maintained using a LockSpray™ (1 ng/μL infused at 5 μL/min) were used as reference lock mass. Centroided data were acquired for each sample over a mass range of m/z 100-1500 with dynamic range enhancement (DRE™) applied throughout the MS experiment to ensure accurate mass measurements. The accurate mass and elemental composition for the precursor ions and the fragment ions were calculated using the MassLynx V4.1 software (Waters Co., Milford, MA, USA).
Method Validation
Linearity and Sensitivity
The linearity and sensitivity of the method were evaluated by calibration curves, limits of detection (LOD) and quantification (LOQ), respectively. Working solutions of the mixed reference compounds were diluted to appropriate concentrations for the construction of calibration curves. Thirteen different concentrations of each compound were analyzed in triplicates, and then the calibration curves were constructed by plotting the peak areas of each extracting ion versus the concentrations of respective analyte.
The stock solutions of all reference compounds were serially diluted with methanol, and an aliquot of the diluted solutions were subjected to UHPLC-QTOF-MS/MS analysis. The LODs and LOQs under the aforementioned analytical conditions were determined at an S/N (signal to noise) of 3 and 10, respectively. The values of LOD and LOQ were calculated through the concentrations of mixed reference multiplied by injection volume (1 μL).
Accuracy, Precision and Stability
The spike recovery test was conducted to evaluate the accuracy of the method. The ASG and AMG samples were mixed at equal amounts. The herbal mixture was then extracted with methanol and analyzed in triplicate to determine the original amount of each analyte in herbal mixture. Then different amounts (high, middle and low level, calculated by 120%, 100% and 80% of original contents in the herbal mixture, respectively) of the 30 analytes were weighted and spiked into the herbal mixtures. The resultant mixtures were then extracted with methanol and analyzed in triplicates to determine total amount of each analyte. The spike recoveries were calculated from the following equation:
Spike recovery (%) = (total amount detected-amount original)/amount spiked × 100% Intra-and inter-day variations were obtained to assess the precision of the developed assay. For intra-day variability test, the equal amounts of ASG and AMG samples were mixed (totally 0.25 g) and then spiked with middle concentration level (100% of original contents in the herbal mixture) of 30 reference compounds. The resultant mixtures were extracted with methanol and analyzed in six replicates within one day. In inter-day variability tests, the same sample was analyzed in duplicates for three consecutive days. The relative standard deviation (R.S.D.) was taken as a measure of precision
The stability test was performed by analyzing the samples prepared for the precision test at appropriate time intervals (0 h, 2 h, 4 h, 6 h, 8 h, 10 h, 12 h, 16 h, 24 h ). The RSDs of the peak areas of each analyte were taken as the measures of stability.
Conclusions
In present study, an UHPLC-QTOF-MS/MS method for simultaneous determination of 30 ginsenosides and relevant aglycones was developed and validated, and successfully applied to evaluate the holistic quality of Du-Shen-Tang, the decoction of ginseng. Compared with the published LC-QTOF-MS method for quantification of ginsenosides, the newly established one could separate more analytes (30 vs. 15) within less time (26 min vs. 35 min). By adopting the step wave ion-transfer optics technology of QTOF-MS, the quantification limit of ginsenosides interested reached less than 0.05 ng. Furthermore, with the accurate mass measurement and wide linear range of QTOF-MS/MS, simultaneous qualification and quantification of these 30 analytes were obtained. Significant changes in the contents of different polar ginsenosides and aglycones in Du-Shen-Tang derived from ASG or AMG were observed. The results suggested that this newly developed method is fast, selective, sensitive, precise and accurate enough for the quality evaluation of Du-Shen-Tang, and may also be applied to the extensive investigation of ginseng and its related preparations.
